. Pex16p recruits Pex3p-Pex19p complexes. (A) Pex3p-targeting assay was performed at 26°C for 1 h with semipermeabilized CHO-K1 cells and the cytosol containing Pex3p-Myc and HA-Pex19p, as in Fig. 3 . Pex3p-Myc, HA-Pex19p, and Pex14p were visualized with antibodies to Myc (a), HA (b) , and Pex14p (c), respectively, and their merged view was shown in panel d. Bar, 10 µm. (B) Pex3p-targeting assay with semi-intact cells was done at 4°C for 30 min as in Fig. 3B . Semi-intact cells used were CHO-K1 cells each expressing EGFP-Pex16p, Pex3p-EGFP, and Pex14p-EGFP. The overlay assays were performed with cytosol fraction containing Pex3p-Myc and HA-Pex19p. Three membrane peroxins and Pex3p-Myc were visualized by GFP fluorescence and staining with anti-Myc antibody, respectively. Respective merged views were shown on the right. Bars, 10 µm. Note that Pex3p-Myc was distinctly colocalized with ectopically expressed EGFP-Pex16p. Figure S3 . Pex3p targeted to Pex16p is integrated into the peroxisomal membranes in a temperature-dependent and ATP-independent manner. (A) CHO-K1 cells stably expressing Pex16p-HA were semipermeabilized and incubated on ice for 1 h with the cytosol containing Pex3p-Myc and HA-Pex19p. Cells were washed and further incubated for 1 h on ice or at 26°C under the conditions indicated at the top. ATP-ARS, ATPregenerating system containing 1 mM ATP, 0.5 mM GTP, 10 mM creatine phosphate, and 50 µg/ml creatine kinase; AMP-PNP, 10 mM adenylyl imidodiphosphate. Cells were treated with 0.1 M Na 2 CO 3 . Membrane (M) and soluble (S) fractions were analyzed SDS-PAGE and immunoblotting using antibodies to Myc, HA, Pex14p, and acyl-CoA oxidase (AOx). The distribution of Pex3p-Myc in M and S fractions was the same before and after the incubation on ice for 1 h (not depicted). HA-Pex19p (35 kD) and Pex16p-HA (41 kD) anomalously migrated in SDS-PAGE, with apparent masses of 48 and 46 kD, respectively (second panel). (B) Cytosol fraction (input, T) used for the assay in A was likewise separated to membrane (M) and soluble (S) fractions. Pex3p-Myc, HA-Pex19p, and LDH were detected by immunoblotting. 
